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I. Basis of the report 



I . With regard to the elements of the international application:* 

| | the international application as originally filed 

[X] the description: 

pages 1-14,16-17,19-22,25-28 

pages 15,18.23-24 

pages , filed with the letter of 



, as originally filed 



. filed with the demand 



the claims: 

pages 

pages 

pages 

pages 



1-13 



___ , as originally filed 

, as amended (together with any statement under Article 19 

, filed with the demand 



, filed with the letter of 



the dra\vin°s: 



pages 
pages 
pages 



1-4 



. as orieinallv filed 



, filed with the demand 



. filed with the letter of 



the sequence listing pan of the description: 

pages 

pages 

pages 



1/1-11/11 



, as originally filed 

filed with the demand 



, filed with the letter of 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language • which is: 

□ 

the language of a translation furnished for the purposes of international search (under Rule 23.1(b)). 

□ 

the language of publication of the international application (under Rule 48.3(b)). 

the language of the translation furnished for the purposes of international preliminary examination (under Rule 55.2 and/ 
or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
preliminary examination was carried out on the basis of the sequence listing: 

I I contained in the international application in written form. 

□ 

filed together with the international application in computer readable form. 



□ 

furnished subsequently to this Authority in written form. 

□ 
□ 



□ 
□ 



furnished subsequently to this. Authority in computer readable form. 

The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been furnished. 



The amendments have resulted in the cancellation of: 

I I the description, pages 

1 1 the claims, Nos. 

□ 

the drawings, sheets/fig 



^ I I This report has been established as if (some of) the amendments had not been made, since they have been considered to go 
— beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and ore not annexed to this report since thev do not contain amendments (Rule 70.16 
and 70.17). 

** Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this report. 
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V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 



citations and explanations supporting such statement 

1. Statement ' 

Novelty (N) " Claims j.|3 YES 

Claims NO 

Inventive step (IS) Claims j.]3 YES 

Claims NO 

Industrial applicability (IA) Claims 1_I3 YES 

Claims NO 



2. Citations and explanations 
Claims 1 through 13 

The inventions relating to claims 1 through 13 are not described in any of the documents cited in 
the ISR, nor are they obvious to a person skilled in the art. 
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|(54)Title: VECTORS FOR TREATING CANCER 



(57) Abstract 

A technique for gene expression specific to cells free from a specific transcription factor, which comprises constructing a recombinase 
expression unit wherein a recombinase gene is located in the downstream of a promoter depending on the specific transcription factor and 
another unit wherein two target sequences of a desired gene to be expressed and the recombinase are located in the downstream of another 
promoter; and infecting cells with these units. According to this technique, in cells carrying the specific transcription factor, the recombinase 
is expressed and thus recombination occurs between the recognition sequences, whereby the target gene is not expressed but deleted. In cells 
free from the specific transcription factor, on the other hand, the recombinase is not expressed and thus no recombination occurs between the 
recognition sequences, which allows the expression of the target gene. 
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mams 

tii>, #ijx.«'ras, myc, abl&ir) #&ll&££gtt-tfSSfc:i£t4#ii5|; 3A\ <fc 
S^ttft#©iifET- (fiWUIiimfeT-t^jiiftt'ti^, f^iJxii, Rb. P 53, APC&h") 

- X L T 5 o CI £*©?*>, ftfc p53 i: £ «ti 3 ftfflffi* 

&^T:fctK pM<Dmm*fe£ftft£<DW&&ifift1i!£&B£tiT^Z (Levine^, 
1997 N Celi N 88# N 323-331M) o 

£8U ©tt«^©^g'S^^^#{i|lll)]SCzMDR© «t o ^S^jfifi^ S« 
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^ififc? £^Af ft £ (Davis^,, 1996, Curr.0pin.0nc 

ol.,8#, 499-508M) „ <r© o ^^©©IP&Ttt, I'P^MMT-ttli 
^ * a #IE3tM^©«t4#ii; h ^ if & u d i: #g £ ft £ o * © 

M^Mi^t 3ieT^^m^-y-?,^?i©F^ASfTfctiT^^o 
•■^ailiat^SWfcifie^ I6^©^fl«j«et>©i: LTii, iE^IBlliatit^-CJS 

Miia7f«3s©K^»e^©7'Dt-^-%*jfflri*a3^»^nT>^5o 

M©^< tiS^^.^TAFP (a-fetoprotein) Ifef©7n^-^- ( ig ^ 
1995 v fieK«K»3R; 40^, 17^, 2613-2617M) , * ^ J -^©^ < T*ifiE«3g 
fe^-rf-DS/^-— tfitfe^©^*-*- (Vile?,, 1993, Cancer Res., 53#, 
3860-64M) , ?L^t«^©^<T-^^^^TerbB2^5^©7-D^-^- 
(Harris?,, 1994, Gene Ther., 1#, 170-175M) , mu.m&<D& < T-^liS 
^■fPSA (prostate specific antigen) Sfs J 7©7'D^ — ^— (Pang£>, 1995 N 
Hum. Gene Ther., 6=g, 1417-26M) teZ#ftfo?Z>m<Dmm£.ftm$Iti:3&&¥ft 

£B©fS tC ©^Mffl RTfilT- SO, £ tz ±X <Dmx- Z © «fc o & 7' □ ^ - * -#pj^ £ 
nt^4tolttli&^, ^ii6©7*p^-^-t:j;sa[g^.^ T .mg 

&lzfomt 6M.fr t)te£tiTl^Z>o m*.t£. M£^£ft£Balmain£>©v7,^A 
#&tff>ft3 (Balmainf,, W097/12970 ) c d© vT,^ A&, ififcgfc;? £$fg££ 
t57"Dt-^-J:LT r i» (fc3Wip53©Mi£#&i^f}g) t.^^j 
5 j £ — (f?ij.t{ihsp70iif5^©7 , p ; &— itftit 

te^ommZ r down-regulationj tiMBlr (Efll&gftJte^tfT'U >y it-, 'J 
#1f >f A, T>3--t>xm<tt) £p53ftc#7p^-*-©£jjj-r*lz a ^ 

2©n- y r£ffl^sc:i;£ft&i: LT^i, 0 dft(b2o©.n.- y b A 
L tz t % , lEmiBIIST- It (§ ttififc^ ©83E£ $|2f § y p ^ _ ^ -©r£ti#13 < , 



WO 99/091 9 1 PCT/JP98/02993 



ft&m^t^z.Z>c d©J^H©-ott % .iMfcT-©fgSl£ r down-regulationj 
£*vt^3 ({£j$e>, 1997, m3iIB*ilfi-T-}S«K^g»S(®g^ P 49) „ Creii, 

-xmmcofi 77- ^©is?y^^w^DNAaiM^fii«T$. d , ioxPtt*©«iosjEai-c 

*f»o Cre(iloxPia^j$|gIlL> 2^©loxP^T©DNA^f-7-©iHIx. I:f-r -5 d 

H y^©0N/0FF#nJ&T-&*C £fimt>tiX\,>Z (Kilby£>,1993,Trends Genet., 
9ig,413-421M) o &Bt><Df&m%lZt5^Z&. CrefcJ; D IHMfc^ ££gJI£-tf- 

W%AFP7-ot-^-©$iBTtCrej«fi^^^$-fraa- y K *<fct^ M 
i ^itfc^ t % © 7 d * - * -©fg (c 1ox-$e1:^|£ $/ ^7-;b- lox& S IB^'J * I? A 
Lfei-y h^ffl^^tiT^So dti5>2o©^.- y h^ilicixifei:^, ffF 
^«T"liCre©^3^^^^©T"loxl^]©il^x.^^ <gcDs ^©fc^iiE^I*^ 
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*5PAj Tii, MJ-^©$ffl8ST'*. toiTfrt&ci^ (M«©i/i00fgjg) A 
FP 7° D * - £ - ^ ©Cr e^gig© to . D$ ©« t ft (c g {ft it £7- © m% ft M £ 
>K ^ftttOHT-^Mtf&So i©^^ v ^Jx«, @Mfe^ttTg|g»fE 
7-£ffl^£t§i§r. IEf*^©St4#;«i;2>l^#££ 0 

M©H^r< 

«gnj#e>ti> ± kpm s r ^ < m ft z n o tz m # & © fc¥ m t- 
iz mwtzrti*-*-® >- «{cia^xfi*^iiE?-*ia^ u £ & ^ & * & & © 

^mm(D2~D<Dmmmz%mLtz3--y htzimL, zn^^-y tzmm 
m. l mmmm mm ;i &m - 2. t » a 03 m ^-7- & l t 3^7-© mams - 

?'J PpI © & % * # & z £> ft 1 ^ f z © g ft ii 7 1 © JS # g 1 ^ - ^ n 5 h ^ a ^ ^ 

©^¥H7-* s #^Lft^«(z^^^ftiSfE7-f6«f/R^B^^-r(cgofeo 

^SPJ^fct, -®^fe7-^^Sf/tii©S^^©JSffllco^^if^ 
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1. (1) #^©$S¥H-TOi^STT^'ffij1-2>rp^-^-i:f^7°p^-^-^: 

2 . ( 1 )'^®fe¥S : ?©#STT-^Slj-rS7 , D^-^-i:ig7"P ; E— ^-^ 
ETt:^S-rsaSi^»^*n- KTSilfc^h (2) as&pJ^&ffigfflaHs^ 

( 1 ) §3*6©^*-. 

3 . ( 1 ) ^(Dfe^S^i^STT-^iilJ-r-Srp^-^-iis^rp^-^-^ 

TZs ( 1 ) ra©^^-, 

f$G©^< # — 

5. ^©ilfc^S^EI" ST'd*-*-^ *B&*g$3jS© 2 o©tgiftiB??!j(- 
t***lT^Sx (4) 83*8©^* 

6 . ^^0$£¥-S^* s ^>»J3te-?©iBIRMfe)T:-fe?., ( 1 ) jffilBl©^ $ 

7 . # > #p$iJ$fc-?#p53M-7-T S N ( 6 ) M©^ £ * 
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9. M©itfE^#g^Blsi?£=:- KT5it€s-?T-ife5, ( 1 ) M©^^ 

10. ■.«f^©te¥H : fA i ^>«i»jae^©*e^s«iT-*!3; «&©»£?#■ 

SS^IR4 3— K-T5iifc J fr*feS N ( 1) IBSE©'***^. 

11. ^>ffl]$lJjifE^^p53jif£7-T-fe-2., (10) mm<D-<?*- s 

12: ( 1 ) ~ ( 1 1 ) i3l31©^>>-©l>-rn^^A^tLfcifgii|)}S N 
13. ( 1 ) ~ ( 1 1 ) fcSJW©'*** — >th DT^irtt^AI-^C 

r'T Silted (0O;iHU y7r «J T h ^©it^fe-j^ bax©«to 

#$gi!J3©^*-au (i) ^©t-^H^o^fiTt-ftffln-srD^-^- 

^@^©2o©}gft|E?y (ttT, r^-^- l7 hj ) 
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^MM^mx^mt^JlbP^ll (Habere, s 1990. Cell. 61#, 1257-69M ; 
Underwood^, 1996, Blood, 87#, 2171-79M) , (JWS©^ < T£f!#JE t> 
Smad4 (Liuf,, 1997, Genes & Dev., 11#, 3157-67M) , fc<tVfi ifo^?**** 
H£>*i3IRF-l (Wiilmanf>, 1993, Science, 259#, 968-711) fciffcEusc 
i:#BJtlT-3&*o r 7 "D^-^-j fcLTfct, ^KlS¥B*#p53T;fc;h,li, * 
©SUTK&aWAFliBfc^ (El-Diery?,, 1993, Cell, 75^, 817-825M) -£>bax 
iifc^ (Miyashita?,, 1993, Cell, 80^, 293-2991) * if 056^07*0 ^e- 
t>L<{±Axfi5j{z^^4ifcp53©^D>-fe>-y-^K5>j (El-Dieryf,, 1 
992, Nature Genet., 1#, 45-49M) £^tf ^-^ $£¥H-?#WTlT-& 
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tifi, %nW£WLtzm%Z^t^> : rj3>l&B?(D7°n : E-$- (Cook?,, 1 
996, Oncogene, 13#, 1789-99 M) Smad4T*feniir-7^ S J -V > • 

775F-^-^- • -f >h t*^-ljIfc^©7°P^-£- (Dennler<b, 1998, Embo 
J, 17#, 3091-3100M) £, IRF-lT-feti{i~m»Af*^^P^^ > + ±— t?il 
^©/D^-^- (Beretta?.. 1996, Oncogene, 12#, 1593-96H) 

-H-f Sae^j fcLTtt. 00* (£ N AH@Pl7 7'-x©ffl^^|#^Cre(DiifE : j 1 
8fS (Saccharomyces cerevisiae) ©*fif&x.6#^FLP, (Zygosaccaromy 
cesrouxii) ©ffi&;Uf IIIR& W W ^3 (Kilby£>, 1993, Trends 

Genet., 9^, 413-421M) „ S?£ b < &, 37 0 CT©lil$!x.^*©^^Cre(5[)^f5-? 
* s fflU£>ti£ (Buchholz^j, 1996, Nucleic Acids Res., 24^, 4256-4262M) 

o 

i s T-?S„ ftfjgt:l±, i£3i5*liSOifflll{|JT-^*^^SlSi>x. {J'lJx.tt", El 
aiHtfs^ ©t'd^e — y- (Zabner6, 1996, Gene Ther., 3^, 458-465M) , V 
■i Y 4 )\/7s<D%yfo&fc=f-<D7v^—9— (Doll 6, 1996, Gene Ther., 

3#, 437-447M) -7 HJ®7 , *?->&fc^©7D ; E-*-fc:iJ->f M#o 
t>4 ^7,©MMT-©x>a>-9--§^L^CAG7°d^-^- (Niwae, 199 
1, Gene, 108#, 193-200M) &£#flH^*l£ 0 ifatz £ oTti, *B«EftKlfl£ 

tut. mmmommoitz®, vy^-vr v*z/yimmB,=t- (Maxweiie>, 1986, 

Cancer Res. 46^, 4660-4664M) , £ -i )17>&&?- 1 — -tf 
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jifc-? (Field6, 1983, Proc. Natl. Acad. Sci. USA, 80#, 4139-41431) , 
Ammth&i/ h->>r"7;t- V-Mfc* (Mullen^, 1992, Proc. Natl. Acad. 
Sci. USA. 89#, 33-37M) & t'(D SglfeT-^ffll^ £ ft£ 0 

loxPEfllT-ifetK FLPT'fctlMTlE^JT&D, RT-fcti&lt- targets (K 
ilbyt, 1993, Trends Genet., 413-421H) fS&xif J|l©*fl#Jie?!]|;i:, ■- 

^ - * - £ to a tr ck -5 «3 Eg $ fix o T 4, & u o 

^ti5»-o©jL- y hSJfAt2>fc»©-^^-t 
$&hXm^iI£r(Cttr^V -7^1,7^77- (Miyake^, 1996, Proc. Natl. 
Acad. Sci. USA, 93^, 1320-1324M ; Kanegae?>, 1996, Acta Paediatr. jpn, 
38#, 182-188M) ^ U h D f J * - (flSfcit,, 1995, Ifililii; 

40#, 2508-2513M) , ^tVH^Hm Jl/*^** — 1995, Sfiffff£S£ 

g#jj| N 40#, 2532-2538M) , 7^7 = K-;7*- (Zerrouqi^, 1996, Cancer 
Gene Ther., 3^, 385-392M) & ^ 2) z £ ifix & -i> 0 d tie fctl&fclt 
titzfimx, W®) iz&MTZZt &X- $ S o 

* - A £ *i 3 0fl x. « ^ 7 * - £ & £ tz ffl ^ -S ig£ 

iZ&, mM<DMM (*5«fcV, fem^tC^CDj?i|i2©IEm«) T'ftSo #$gWtf> 

^"-^-^ i2ir v K5JK6?t LtttSMfif f<fe5*^M 

&$mfe z fmw<DmMxfoz>ji>i/t>a\i)i$: s mmmmm, &zw±±$nz® 
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£tz, C©^£-f£, JS©ft^3B!?ffiSfi{b (Eckert£>, 1996, Blood, 88$, 3 

407-3415D %<Dizto®i&mm&%<Dwmmm<D%fe<Dmi&iz£ s ex vivor-©p 

tU4. 0i*«UVflBi^ ftjag&L iS$k «©=gft^y:, p53©r£t4£ 

)WU >{±p53©rStt£{£T£-B\ refl, +^ ^ ij >e, CBP&£ttp53©r§te£± 
#£*3£fc#*]£>>iT^a (Levine£>, 1997, Cell, 88#, 323-33 1M ; Jayar 
aman^, 1997, Genes & Dev., 11^, 558-570M ; Gu£>, 1997, Nature, 387#, 
819-8271 ; Selivanova?,, 1997, Natare Med., 3#, 632-638M) V 

i&S-tZZtlz&y)^ p53IEm«4'©p53©r£t4£_h#ii£ : e-, *©fg|ICre-lo 

H 1 ii, pRLSVb-p53RE8©#?HMI^7^TEiTcfe5)o 

H2(±, p53ft#Cre|gilji- y h©lJI8S3§g£jfx-f ElT-feSo 

HHfct, r AxCAYLTKj ^»^^fep53^i«*ct^^JI«t^(ti,*->^ 
^Db';b (GCV) JSSt4t:*r-r5 r AxYp53RECrej ©MS^-CifeS, 



PM£ti3&©T-(±&^o 



WO 99/09191 



PCT/JP98/02993 



11 

i ) p53«c#$s8ia. - *> h mm 

1-1) p53ijS^^©ftK (Ell) 

WII^Bgllk XhoK SnaK Asp718, & £tfSphI©g§ftE^J£^tf'&J## U if 
7*1/*^ KBS1 (GATCTCTCGAGCCCGGGGGTACCGCATG : *UU^;t 'J 

£ u^-f- KSB1 (CGGTACCCCCGGGCTCGAGA : EflJSTO £T4tf V 7 * l/tf* K 
HfT-mSL. 5'*JjSfc U >iS^4Lt„ SV40SH8 
£^tf 777? KpRL-SV40 (7D^m *S) **JK»3RBglII*«tytSphI-C«l' 

»'{i^*ftv^3.5kb©»ffr*^(lLfco BSl:fcJ;£>*SBl£7--;i/£-y- s MHfrtt-hjii 
«S''Lfco U 37 P h*£&*T312?y©JMM?y£&£U IS?'J©ii® 

*>©&^7P->£JIlRL;to 3©r^^< h*& r pRLSVbj fc&-3{tfc<, 

p53K»Kifll »J:J 7* K53REF (TCGAGGGACTTGCCTGGACTTGCC 

TGTCGACG : IB»^3) ^J:^53RER ( GTACCGTCGACAGGCAAGTCCAGGCAAGTCCC : ffijsj 
S^4) £T4*-'J **U*^ K*±— b'THU 5' *SjB<c U Lfcg, 

# £ 7 - - ; u £ -H- 0 r - - ; i m t) © * 3g X h o I £ & u A s p 7 1 8 © ffi E f J h i 5] 
^ Asp718^ iiJIB^J <Z» BS tz Sa 1 1 ISilffijiBJfU * WT S „ Z.<D7--)Vfm 
£ rpRLSVbj ©f|iJ|5gil^XhoI-Asp718^4^t7P-^>'7Lfeo iiPAiE?0©JfiS 
E5!J*i*£U i2*0©ii^©&l^D->£M^L£o 3©7^7? r pRLS 
V-p53RElj t%-3tt1to 

r P RLSV-p53RElj £ Sal I £ J; Me I (pRLSVb7"7 * * KfiiCl*F/rl?J$gMu£ t> 
o) TtJJirU p53EHffi?'Ji:7 7 >t:vU >ifMfe-7-. ^i 7 J7 77; K©£SS 
g|&jS££TS3.0kb©»rtt£#&L;fc o Sfcx r pRLSV-p53RElj £XhoI*5,fctfN 
helT-WBrLv p53^MiB^J ^ ^ "T ^> 0 . SkbcDtBrM" ^gftt U 0 ffi#£$gljg U r p 
RLSVbj ©XhoI-Asp718g15{iRS]£c2=3h:-©p53sSlil2^J^W-r-Sr7X? 
Lfeo 3©r^7v? K£ r pRLSV-p53RE2j t£^\jfz 0 
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r p R L sv-p53RE2j fcSall*} .fctfNheltgjSi U 2n f-©p531f.l»?ij^ 
7>fvU >iM4«fe-fs Si^77X^ H©^SS^te^#1-S3.Okb0irrM-S: 
«L£o r p RLSV- P 53RE2j £XhoI£ J^NhelT W U 2d t-©p53|g 

3KBE?iJS*-rS0.5kb©BT«-**ffllUfco W^fcli U r pRLSVbj ©XhoI-As P 7 
18gP(fi[Kt:4DK-©p53KI«iB5II%^1-a-7 , 7^.$ r'£»HSli;fco ^7-77$ 
h'£ r p RLSV-p53RE4j h^ttfco 

r P RLSV- P 53RE4j •*SalI*«tUfNheIT-«»r U 4rJ t'-©p53|?.ill^ij 

fc7>Ke/'j>itta^ N *iv77^ K©^sip^^^^i-?»3.ikb©»fM- 

£#!8£U£o *fc; r pRLSV- P 53RE4j £XhpI:fc£tfNhelTi3J»T U 4n£-©p53 
I^iS?'J^^1-2.0.6kb©rT^ML^ iamfcaSfSLfco ^ "r P RLSVbj 
©SV40*M 7-D t-^ *©S$7D ^-^7 -OIS (XhoI-Asp718g|5&ISI) 8 

=>¥-(Dp53?%mmz^-rz>7-^xi \<zm$kLtz 0 zor^xK r pRLS v 

-p53RE8j h^^ftfco 
1-2) ^tf-^/J^D ¥>Mfc^(Dm^m£,WM(D?a--y7 (02) 
$i]»5£Xhok MluK PmeI©E^l^y^^tf^^ U 37 £ u ^ KRGF (TCC 
CTCGAGACGCGTGTTTAAACCAATGCCCTGGCTCACAAATACC : imW^5) , #&V®mmm 
SalK MscK NhelOSsSsffi^J^fr^f&tf- U 37 £ Utf?- KRGR (TCCGTCGACTGGC 
^nuuiAu^uuLAiftiui iui^aaalimaaau I Bti 5"J ) 5:77^ ?-(; ( T^T,^ Kp 
Bl ,(^D>r^ *S) *i*StLfcPCR^fT(,\ pBI*©H7-b-^/?^Dt>it 
e-7-©^l'-^glMu$:^tf?Sti (0.25kb) fcifffiU #8flELfco dtiSftiJISgg*^ 
Sall^iOToI-CMU 7*5*^ KpRLSV-p53RE80XhoIMt^p->-fbLfco 
» Aia^J ©igSli^J £ U HE¥iB§f£ ^ ± ;u©£ |S] h 7 d * - * -©7; |fi] # 
-SlU ^lofe^^D->*Ii?Ufc 0 10777; K£ r pRLSV -GAp53R 
E8j t^i-ftz 0 

1-3) •f>hD>07D-->7' (1212) 
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(TCCCTCGAGACGCGTAAGCTTTATTGCGGTAGTTTATCA : E&m^l) , t5&Vto\®mm$& 
cK EagKDmmSi^^tS^^ U 7 U^-f- K InR (TCCGAGCTCCGGCCGAGTACT 
CTAGCCTTAAGAGCTGTA : l^ij#^8) ^r^?-!:, 757; KpCI-neo (7d^ 
S^{CLfcPCR*fTt\ pCI-neo^th • ^-7 7"p tf >jfi{5?ijj: if 
h h • A;^D7iJ>»fiW >ho>£^tf$Ii£ (p.35kb) fcifllU # 
SSHLfco z:tL&®Jlfe»^SacI*«ttJ c XhofTiaBTL % 7*77 5. KpSP72 (2.4kb ; 7° 
d'^ ©Sac J-XhoIgB<4R8fc 7 d - >lb U fee $ AiE3«J® JfiSEjaj £&S'u 
^g©&^7 D->£jliRLfco 3 K£ l"psp-i n tj t^\itz 0 

1-4) >^fE^©$E¥mS^©7D-->^' (02) 

ftiJRSfflffSSacK PmlI©S?J$iE"?iJ£^tr£r5jo;t U 3*7 7 btf?- KPA2F (TCCGAGCT 
CCACGTGCTGTGCCTTCTAGTTGCCAGC : 1B^'J#^9) , £ J^iJIKgf SBgllh Pmel, As 
cI©"S3«iB?!J-&^tF^J5ig^- U n"7 H^f KPA2R (TCCAGATCTGTTTAAACGGCGCGCCA 
AAGCCCCAAAAACA6GAAGA : K^JS^IO) £7'^v-, 7*7 7. =■ KpRc/CMV (-f > t' 
FD-^i>t, *H) £Mt3.LfcPCR£m^ pRc/CMV^ca^vi^*;^ > 

jifE^©fe¥^sa5&$HtfM (o.skb) £jg<su ^sutfco znzMmmm 

Sac I £ «t tfBg 1 1 1 T- tfJ Bf L , 7° 7 7 = K pSP72© Sac ! - Bgl I! fflS fMl £ 7 □ - > fb L 
fee ffiAl^y©MS^ij£#i£U &P1(D&^7 P->£j®U"iLfco :tD777 

1-5) h©M (112) 

r P SP-pA2j %mm&mSacl&£UH\ll-Ct)mL, ^iym&^Jl^ymi^CD 
!5¥l§$S^i^atf0.8kb©KM $:^ilLfco — ^ r pSP-Intj £[5] 1; < fjjijpggf 
■*Sacl£«fctfBglIITH-7J»rU OhO>, 7*7 7 = K© V 7° 'J u > N %&VT> 
f-> U >ii»ttiattfi : ?-S^tf2.8kb©»rM-S^l8tLfeo Pi#£«SgU 4 > h p>£: 

XU'J r p sp-i np A2j i:£-3tffc 0 

r P RLSV-GAp53RE8j fcfcJI&IMflMluIfc ctI>'HindII lT-fflHTr U W/J^Dt> 
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b©fTrJt£«L;to ^ti§ r p sp-lnpA2j ©Mlul-Hindl IlgBM (-f >hD>© 
5' ffljtcfig) tc7n-- >7*L£ 0 d©7'^7^ K £ r p 53REi pAj t^^5(tfc 0 
r P 53REIpAj f>iSfE^(D$E^^g^A (1) -p53Jg^^(4/SV4 

o^*7-p^-^-/^ > ho> (2) i/j&&*)i ; E>mfc : ?-(D&%.mmmiL 

(3) ©^--/h£Hit? 0 (2) - (3) F^fc'Bu 3o©»^|SIWi (Eagk S 
acK Pill) Kilt ho 
1-6) iif5?©SA (£02) 

l-6a) NLS mm^>^±)\y) <remfc*<DffimtM\ 

inm*<Dm&fii/tfi--)\,'<79- k (pkkkrkv) t^jts-raJgSE^ifcaiiisas* 

HindllK EagI©EI81iB5!l*-^tr^fi!&* l> =f 7 7 KCreF (TGAAAGCTTCGGCCG 

CCACCATGCCCAAGAAGAAGCGCAAGGTGTCCAATTTACTGACCGTACACCAA : WL^m^U) 

MmmmdiCi(Dmmm*i%:<ais&m* u rf* 7 KCreR (tccgagctcctaatcg 

CCATCTTCCAGCAGGCG : IZ?'J#^12) £7'v^-, AJHjIBM25.8f* (T^-i^A 
*t i£H) «t »)S8SlUfcDNAS^k:L-C, PCR£fro£ 0 BM25.8}*{£P1 7 r-i/ 
<Dim&X\ CreSIfc^^T-^So PCRMPI«&Wtf&, WF<i?:||?EagI£ ct 
VSaclTtJJir Is p53REIpA©EagI-SacI^&fgic7 d-~ >7 U£ 0 fit ASEJajCDJg 

iil" SfiT -<K Mi c^r 1 tt 1 ^ EB xts * , _ ^ ^- w Xr-i . u — — — » — - . ^ 

zisBc^'j^fXAt s.Swwuyu-y^gKiy/;, ' pbJRECr 

ej i:£-3tt;to 
l-6b) LacZiifE^©fi?iA 

pCMVbeta (7P>^7*i) £8iMSINotI& cfclfPstlTOT^ 3.5kb©DNA$r 
#£#8tL£o &»rfr£ r p53REIpAj © Eag I §1$ tu (I 7 P — — > 7" L ;fc 0 ftHRgg*5}S 
^0?r^7->£ii-v i^©^rpJHf$A^tit7D->^^i^tfe 0 ^©7^7, 
^ K£ r p 53RELZj fc^^ttfeo 
1-7) h£^£fM&x:^V <W;b 7.^77-©^ 

iM7f^^^0^1tt, 3£#&^M£>©#& (Miyake£>, 1996, Pr 
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oc.Natl. Acad. Sci. USA, 93^, 1320-24M ; Im^yl^, ;W - :x 7)1 v >J 

-X4-^ife-T^Ah^Jl • IStini, 1994, 43-58M, f ±i=t.) C:&ofc 0 WTiciM 

^ry^^^ (Ad) 5^yv k®im±m^ir&mtfmzm<mb(DKdv 

NA£&o42Kb©n;U h'pAdexlcw («>r7l£>, 1994, HflSl^ 13#, 8^, 757 
-763M) ^ SwalWB&U ^l/ttjlfcTJ&EL-fco r p 53 RECr ej 
r p53RELZj ^PmelT'WrU p53ft£©Crei; fcttLacZiifE^Si^ y/ b%<ats 

fflM.(s*2.i 5.3kb). %^giLfc 0 jsa#^T4u^— \fiz^^mmm^^ 
Ltz'&, mmz$& t kmh, yjimmizznmLs smuzx^mm^jit^fr-otzo' 

mmzm^, p5m?f%,m3--y vtfB&xDjjfa (eia, eibcd^^^^^isj) 

XZtltzmtkZ-^T, l KSiMtbfco ^n6^pAdp53RECrej , $fcj£ r P AxYp53 
RELZj t&^>tftz 0 

— U'&u"E3WM^ / X<Yt : y 0 JlXbSi (Ad5 dlXf*) CDDM-J^^M £ ^ 

kj^. i_i it- \ i » . ki / c otujS y j \ fa; v < i- , i Jbt, / i 'i xi "( l / ;i/y 7 — ^x, 

4-^fc^A^H • #tffSu 43-58H, ¥±tt) D HS^ Lfco 
5gEcoT22lTvPHb U oi^f^l/jajat: J;»»ILf;. 

r P AxYp53RECrej r p AxY P 53RELZj ) ^EcoT22I${bAd5 dlXDNA-TPC £ 

?g£rU tib7i^hJf7h (77.)^y7l *£x— r>) £ffil^T, 293«[] 
SStiALfco IB, h^>X7i^v3>Lfc293«£!i$jU 
££tJ10{£&^U00{-;NH^ (293«S1^^ZT#§0 £96^7° U- h (z £ v> 
£ o <^2® P H 1 f£ tc , 293*UHJ^f^J T ©Mf& <C «fc -3 T 4 C fc $g% x. 7* 9 J C 4 ;b * © 
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)\>*m 24ft 7 U- Hc£^£293«cS&£^£o 30&(c5E«££tr 

fife (2ft^;b7$o o mvcDimmzm&L, mmzmtzo ^n^^wk^m 

j®#l£fg£ftfc.*D->£ajRLfco **ip>£&^ rAxY P 53RECrej , rAxY P 5 
3RELZj t^^ttto f©2?^>) ^W«^fflUT v J: D^M©293«tz^^-y- 
fco iRltKtaCiteil^ iS^U 3&'£<r ;U7w££f# fzo Z&V+frZ 

^icoi^T, *iie>©^?S"(j|ir.a:&x 1994, j n.T^^^—XA-m.B 

?mxt%m • nmm, 43-58M, ¥±tt) laD, *fffi£$i£Lfc 0 

2-1) p53cDNA©7 p- - >y 

t r©*SHI£*polyA('+)RNA (7D>^7*1.) Zffim, * U =JdT£ 7"^ v- £ 

S'JPfig#^XbaI©li§.|li[I?iJ§^7tr^U=]"7^b7r^ K • P53F (AGCTTCTAGACAGCCAGA 
CTGCCTTCCGGGTCACTGC : li^J«i3) ^ct^S'JIKif^Xbal©!?.^^?:^^^ 'J rf 
7 £ Utff- K • P53R (GTTCTAGACCCCATGTAATAAAAGGTG : SB3njffi^l4) S77-f7- 
i; LTPCR£ff-?£ 0 Ji^jitl£f|iJpggfi;XbalT"WrU p53©:t — 7*> 'J — ^-c 
>^7U-A*^tfDNArrJt (1.7kb) £if*SlU pBluescriptl I SK(-)7^7s< K 

£U t> y|gb^;uT^II©^07P->§ii^Lfco :®7-7X5 K£ t p b 

S-p53j t^tJ^fco 
2-2) i}|x7r; -7^;i/7^7^-©fr*^ 

rpBS-p53j SrXbalT'WrU p53cDNA£^irHfTtf"£ljig| U £3838 £DNA 7*7 > 
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&*»&El&tfE3M£KK31kbOAdDNAx *3«tVCAGro^-^- . UW&teffi® 
$fi!f044Kb(7)D^ 5 HpAdexlCA (iiTffe, 1994, «X^- S 13#, 8^, 757-7 
63M) *> SwalTWU ^'Jl/illlctWi Lfco 

Cti6p53cDNA, Ki35»rjt£>W^T, 1-7) iipjat ' K 

fcttSKLfco Z.ti* r pAx CAYp53j tZHitzo ZtiZm^T. 1-7) JgtgBLfc 
CAGro^-^--p53MfE^-$5¥^^^#tfiI^x.TxV -7^1/7. 
*ffS8Lfco C.Jx&fflgUT'TV £-r;i/*£ rAxCAYp53j fci&-3ttfc 0 
3) Vjr--$^mT¥;^ <( )l^^>7$-<nmWi 
3-1) CMVx>n>-y--/7'D^-^-©^D-- >^ (m3) 
$JPgillitAsp718. AscK ScaK FseI©g3BK#J#^if-£j$;i- U 7 U^-f- K 
• CMF (TCAGGTACCGGCGCGCCAGTACTGGCCGGCCCGTTACATAACTTAGGGTAAATGG. : lEW^f 
15) *5«ttFSiJIS^^EcoRlOg:^iE5lI*^tr^R£3j- 'J :J7 7 Ust? I* • CMR (TCCG 
AATTCGTACAATTCCGCAGCTTTTAGAGC : ffi5>JS^16) 7-57, 5 HpCM 

Vbeta (7D>^7*j\ *@) *mmz UfcPCR£f?lv pCMVbeta©^ >^ 

<Ox.y^>y—t7v : t-Z-\mW 4 7,)\,v>4 y Vuy ■ 0.8kb) £liPfiU 
i^SiUfco ^BritS^jlE^AspTlSiJctVEcoRlT-WBr^, pBluescript] I SK(-) 
7^7^ K (7h7^^->t) OAsp718-EcoRISSPt4F B ^C^ D-- >yLfe D !■? 
AlB?<l©igafilB£iJ£$£U «©&t^7 P->£jURLfco d©7^7 ~ K£ 
TpBS-CMVj £&-3tttzo 

3-2) moo j jizfemmn^mmkmi&cD? o-~-y? 

Umm £SacIK Sse83871©^SKE3aj$^tft^^ U if 7 r PA3F (T 

TGCCGCGGCCTGCAGGCAGACATGATAAGATACATTGATG : ffi?ij«17) fcitff&JIKfiS&SacK 
ScaK Ascl©|SMi?iJ$:^tf-^^U37^b^^ K • PA3R (TCCGAGCTCAGTACTG 
GCGCGCCAAAAAACCTCCCACACCTCCCCCT : IB^iJ#^18) S^-fv-t, 7'^7~ K 
TpCMVbetaj UfcPCRfctTK r pCMVbetaj i1 : 'CDSV40<7 ^ ;i/7f£$mfc-f 
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m-Wm&ffiM ( 0 . 2kb) £ ig*i U L fc o &«rJt £ WWII Sac I * «fc O'Sac 1 1 
■CtfJSr&s pBluescriptl I SK(-)©SacI-SacIIg|Mi[R1(c ^ □-- >£'L£o ffiXSC 

S-pA3j t£-3tttzo 
3-3) loxPifi^J©^h^P-^>^" (H3) 

loxPlfi^iJ hOTSgliSEcoRK SmaK NothDgSEKJjy S^tr^fifc* 'J3?^l/tf 
KL1F (AATTCATAACTTCGTATAGCATACATTATACGAAGTTATCCCGGGGC : E5!J#-^19) 
t>*LlR (GGCCGCCCCGGGATAACTTCGTATAATGTATGCTATACGAAGTTATG : E8J#^20-) £T4 

pBS-CMV©EcoRI-NotISB(ftrat:^b'— riy^Ufeo 

TpBS-CMVLj fc£-3ttfc 0 

Sfcs loxPEfUfcSflEBIfBNotK SalK SpeK Sse8387I©g»ffiai£^tr£fi£ 
* V 3 * £ lxtf*- FL2F (GGCCGCGTCGACATAACTTCGTATAGCATACATTATACGAAGTTATACT 
AGTCCTGCA: &#|#^21) *>«fctfL2R (GGACTAGTATAACTTCGTATAATGTATGCTATACGAAG 
TTATGTCGACGC : \&m^2Z) £P]fi{HcT4tf \) j. 0 ),*=f- h'^t-t'tiilllL, T 
--;u^-frfc^ r p BS-PA3j CDSse8387I-NotIg|5OTt:^D-->^Ufco 1'T 1 A 

r p BS-LpA3j ^£,^(tfe 0 
3-4) U*-^-fllSlffl7 , 7^^ K^**-©flMKi (113) 
TpBS-CMVLj 4$iJIS8*Asp718i3«tVNotIT'ia«rL/x CMV7"D^-^-g|J^i5«t 
UfloxPiBjyS^tfO.QkbOirrK-S^fllLfco r pBS-LPA3j £Asp718& <fct>"N 

tltz7'^X^ K£MU r pBS-CLLAj h&-3tttz 0 ZCD7?Xl KH:CMVx>/\ 
>-*t-/ro ; E-#-/SV4(M > p D >PJl-2o©loxP-SV40^ ^^ifiS^- 
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foal) N Notk & .fctfSal I©IO0W'iJ#lE£tiT 
3-5) ^-7 . v^--fc?ilfc?-£^t? l^-7-^7 7-©fti4 (H 

3) 

7-7^^ H rpCMVbetaj SMil^SmaK NotK &<fct>-PstlT9J®Tf^ XMM 
©^-7 ■ ■■13/7 9 h^^*---fe*iifE^?:^tf3.4kb©iTM-*WLfeo d©®T#£ 
TpBS-CLLAj ©SmaI-NotI$M{C7P-^>7 ; Lfco d©:/*** K£ r pLoxL . 
Zj t%-3tttz 0 

©M (03) 

*S§B©^-7 • #^7 h->y-f (LacZ) G4181H& (Neo) iife^i: 

* (Dittos pLoxLZ©f!2 (3' ffiO ©loxPE?ajfcls¥*ll£fg«fc©iatclRES (In 
ternal Ribosome Entry Site) K^JKgii£LfcG418ift$»<K^&}¥ALfco IRES 

@a?'j(±, ^^^ta < jEs>ft<5E3fij-t-x u*'v-A©is^iB?y§wr-2)o c© 

es- -z 

«g#fj|Spek BspHIO^ISliBjajS^tr^^- <) zJ 7 7 h* • NeF (TCCACT 

AGTTCATGATTGAACAAGATGGATTGCAC : IB«-s§23) ^O'MSIIIEcoRK Sse8387K 
BamHI©f£Ji!B9iJ£atflaf£;t V if 7 7 V • NeR ( TTCCGAATTCCCTGCAGGGGAT 

CCTCAGAAGAACTCGTCAAGAAGGCG : H*iJ#^24) ^?7^Y-C, 7*7^^ KpCI-ne 
o Dm) *mmtt ZKm'tiW pCl-neo4'©G418ilott4jiifc-T- (0. 

8 kb) fciftEU IjMfliLfco IKIIf>T-*$iJISS53RSpeIiJ < tVEcoRI"f«J(Br^ pBlue 
scriptll SK(-)©SpeI-EcoRIg|5tern3(C7 p — - >7"Lfc 0 |iPAiii5!j©^iB5!IS 
^Ji©&^7P->£jI1ftLfco d©7°^7^ Kfc r pBS-Neoj hS^it 
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tZo 

&tz. mmmpe\m%m%mzf2;ts£;r&i- >j 37 ^ k • irf (tccacta 

GTGTTATTTTCCACCATATTGCCGTC : l^ij#'#25) & &Vfflm&miaaRU NcoIcDfglfciB 
^aif^fft* 'J3'7^W K • IRR (TCAGGATCCCCATGGCCATGGTATTATCATCGT : 
U#l#^26) ^77-f?- v 7'77^ FpCITE-2(a) (;^>*i>t, *1) ££# 

mttz>?ciLZft\,\ pciTE-2( a )4i©iREs^ (0.5 kb) zmmu «tfc 0 m 

mfrZmmmSpel&£mam\-T:®m'iks pBluescript II SK(- )CDSpeI-BamHIg|5 . 

3I1RL£ 0 ZOr^Xi K£ TpBS-IRESj fc^ttfco 

TpBS-IRESj •*-ffiII!S#^SpeIijJ:l5NcolT-«jrrL, IRES£jfi££^ft0.5kb©®TJt 
%*l»Lfeo- CKDWrK-fc r pBS-Neoj G> Spe I -BspH I g(J ffi Eg (G418»t4«fc^ ©5' * 
SS! tM) b ^n-r>^'u IRESS!ti©3' *iiS tG418iiS*ttiie^ 3iS^ixfc 

r pBS-IRNeoj 4fMISg£SpeI:fc<fctJ 5 S$e8387IT-1?JflfrU IRESfS*ft*5 «t V 

G418itti^eT-?:s tf0.8kb©ifM'^iiUl: pLoxLZ©SpeI-Sse8387IS)Hfiffl (2# 

B®io.xPi:sv40'> ^ ;u x mmmiR^mmmmwcDm tz ®m) (c^d-->^u 

fco fi? 6 4X7; 7"^ 7. 2. K£ r pLoxLZIRNeoj b%x~5ttk.o C©7't-7,S; Hi3\ CMV 

-r ^ / \ 1 , -t+ / -/nx /<?VA(\s • . l r-, ^ . r>r. 1 _ ..n i _ . n i r> , „ r,,, ,. „ 

— ^ / v / x -tr > / ivtu-i r uj pH-»i%-iUAr-L,acZi-ioxt > -iK.t6-Neo-5 

V40^7 ^ ;i/X^M«¥II^IJi©M$^o 0 
3-7) ;l/-i/7x^— IfjSfe? *^&U^— ^— ©f^|« 
7^7 = FpGEM-Iuc (7P^ft s ^JM^Notk *5«ktf SallTMiUBr 

^ *?j^y7i7- tfifife^ S^trl.7kb©rrJt*^«ffiLfco £ 
TpBS-CLLAj ©NotI-SalIMF^(C7P-^>7"L7co :©757< K£ r pLo xl 
ucj £%,"3tftz 0 

3-8) iiiltli^^^X^^^X • i/y^ri--^m : al- £ 3 1?^7 £ -©fi^ 
f|iiJ[IMlf^-Srfl©^JSliiiI^J$:^tr^Djc^ U 3 7 7 TKF (TGAGCCCGGGCCG 
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CCACCATGGCTTC GTACCCCTGCCAT : lE«-^27) #&VMmmmHot\(D$m%mZ1$ 
'J 37 ^ bTt-f- h* • TKR2 (TCCTACTAGTGCGGCCGCTCAGTTAGCCTCCCCCATCTC : 
IB?!J«28) S77-f7-l:, KpHSV106 (70r^tt, §1$ 

tc u pcr£ ?r i ^ , pHSvi 06©M^;u ^t, ? f ;b x i §y © ^ ^ s>* > * ^ - -t? iifc 

?©IBS?iE5>J (HSVTK ; l.lkb) £Jg«fU iJUffiUfco !*Wfr£fiaffigMiSSrfl:i3 «k 
tHotlT-W^ TpBS-CLLAj ©SmaI-NotI^iiF B 1t3^ D-~ >7*bfc 0 AE^J 
©£&E#I*&£.U ^SO&l^o->4SiRLfco ^©7"^^= K£ r p Lox 
TKj hS^ltfeo 
3-9) ffl77V>7<f 

TpLoxLZj N grfcB: rpLoxlucj £ftj|5R||5jsScalT-TO U CMV:n >vn >+)--/ 
7"p^-^-/SV40-r > h d >^4S-loxP-LacZ ( J fc<±;i/i/ 7 i -- b'itfe-?) 
-loxP-IRES-Neo-SV40-7 4 ;i/X^^f5-7-fc¥^^MiiiE?:^tf4.6kb, $ fcfci2.7k 
b©DNA»rK-*#«Lfco C©rr>t£s 1-7) (zgB Lfc£&T-pAdexlcw©SwaIgf5&lc 
TO;LrJ7^ K£f#£ 0 Ztib* r pAxYCMLLZj s &tz\$ r p AxYCMLlucj 
h&Sttlto ZtlZmi^Z. 1-7) fcZgBLfctf&Tr, ±12 J.- h £ fits Slf&X. 7 
T-'J^jJlXZftm^tzo Z.X^hW&Z-T'r J ^ 4 )\s7sv r AxYCMLLZj % %tzlt 
TAxYCHLlucj tZ-ltttzo 

&fz, TpLoxLZj £«fcV fploxTKj £ MMUmcoK I & X tFSpe 1 X PJtr t , iox 
P-LacZ-loxP*«tU : loxP-HSVTK-loxP4^fe3.6kbiJ«tU t 1.2kb©DNA»TM-$#l5gLA;o 

it* 1-7) (;fLiLfc^aT-pAdexlCA©SwaIg|5{2{C#7v.Ls Ite^X; K£'#fc„ 
d ft £>©*&&* 3 X ^ H©9*)< CAG7°D^-^-®^[pjhHSVTKitf5T-©^'l^# 
-at^i®^ TpAxCAYLLZj £«fctf r pAxCAYLTKj i:£^5ttfc 0 dft£> fcffl^T, 
1-7) tgBUfc^ST, ±13^-- y l^aMIi?rV "iM Jl/*£ft3KiLfc 0 3 
hyili7f;^lb^ r Ax CAYLLZj r AxCAYLTKj h^otffco 
[Mtf'J 2 ]W(iffi«©f1^ 
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p53£fc*S-f Sfc r©#f*3l![£&©ailflSSaos2 (ATCC-fe;i/5 -< > • T> K • ;W 
7'UK-tX s SB8JSL 1994, 282M, 7^ U * > • 7 ^ r • - • n u 7 

va>) t s CMVx>/N>it-/rD^-^-/SV40^ > hP>^-loxP-LacZ- 
loxP-IRES-Neo-SV407 ;i/X&Jflj«fc^ feMfcliMfr e,f^a-.>h ©Ji|i A£ 

7*5 ;U K rpLoxLZIRNeoj ^$fJ|gg#^BsaI (±IB-^->y h 1^©*!$ 
TrtZJiiU iliMtLfeo 0.4cmiii©v— >^;i/-y--*ji~;y h K*L 
*S) (3, K-PBS^">y7T- *U *-?=-*T)),*/ U -X4-»£-?*Ai; 

S68-#*r$iU 1994, 23-28M^ ¥±tt) ' t:«K» LfcSaos2?Jto (1 x 10 1 cell 
s/ ml) 0.4 ml, ^cfclFBsaHaJKr r pLbxLZIRNeoj 0.01 mg£Ati, v— >/\-;i/+>- 
—II (/Ht7 7 Ktt) (Zj;!p250 V, 0.95 mFD©^;!^ ^C&SSSiflr 
J3i£ft (v.j/u>f5A + 15% fl&ff^Jfll*) 9ml £ an*. 37°CT'i£«lL£o 3B&, £9 ' 
flS£ r U7-v>M{3ct DG418S0.8 ■g/ml^tfllUfetl'KjS U IOcidt^ r>al 
0mz%^T£t>lZimzmtttz o *©17B&fc N =J n^- U G418 
*0.4 Bg/ml^trO.4 MlOtgifeizSiSLT. 485t:®7"U- HcAtU tg-lli&^tj-fco 
3®«fc9&G4l8ilStf £ p — >©^< o^Co^t, X-gal&ft£m\ LacZ©fg^ 
D->§jl4R Lfeo Cltl6G418ii^t^oLacZ ( + ) ©^->©i,<o 
aPvCOI^TTV ADNA^^Si L, iiMH&muSI&^T-iSjifr U T'f P>>i > 7' b >(- 
7"D^hLfeo SfSELfcLacZite^DNA^W 7"'J 7W ^©&g£ 

1) p53tfc#7*Dt-^-t«fcS%?l 

7 f-V 9 ;u z ^ 7 * - 1 M U fc JKliT* ©p53«<# 7° □ * - * -OSMgflg $ ft 
fttbtio B5BtcSaos2S fettt hJfcJJ&Sj&E&3M&T-&*Hs68 (ATCC-fe;!/^ > • 
7>H -/W^D K-^X, $8^,1994,2821, TV U£>- 7 7' • 
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•=!b^>3>) 5^i;i/itD4 x 10' WilLt6^7l/-ht^U r A 
xYp53RELZj , i5«fctF r Ax CAYp53j £*IhB©M0I (multiplicity of infection) T 

$AJ:$e£ -IPflrSU 1994, 43-581, ¥±tt) Cfot 0 3B&£&&*8lflS©ffl 

#77 • h->^--t?iSt4*«l£bfco £ifc>®*£££*?-o 



No IfflJB 


AxCAYp53 


AxYp53R£LZ 


p#7^ v*s¥~ fcf 




(MOD 


(MOD 


(RLU/s/ug) 


1 Saos2 (p53-) 


0 


0 


0 


2 


0 


100 


12 


3 


10 


0 


0 


4 


10 


100 


284611 


5 Hs68 (p53+) 


0 


0 


0 


6 


0 


100 


347741 


7 


10 


0 


0 


8 


10 


100 


. 452385 



3©7°P^-^-tt P 53(c J; Q&jjlzmMZtiZZ tit, P53|^t4«fflii 
f*l & p53© ^T* p53fS# 7" d ^ - * - ifi iz £ ft § 3 h & ^ £ *i „ 
2) p 5 3-(3x ?^ c73 4g- 1,1 «p SLI ; l¥§S^l 

CMV7'p^-^ — loxP-LacZiifE^-loxP-^^^^^'^-^^e^i) h# 
W©yy AfcffiA£nfcp53fcllijfflj!S i"A8aj , rAxCAYp53j , r Ax Yp53 
RELZj Sffl^t, p53«cS©LacZ^S©ttiftiJ*^Lfco buB KA8a££ x;Hfc 
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12 



no mm 


AxCAYp53 


AxYp53RELZ 






(MOD 


(MOD 


(ratio) 


1 A8a 


0 


0 


1 


2 


0 


100 


0.91 


3 ASa . 


30 


0 


1 


4 " 


30 


100 


0.17 



'iKDmm-na, vM-<Dt%iz& i;AxYp53R'ELZj tz&zRmtoffltiifibtit^Ytfi, 
vMZftmz&tzm'&izte r AxYp53RELZj t «t %%mwmtfmm$htz 0 ' 
3) v5m&(D%mmffl ; mmmz 

CMVro^-^ — loxP-LacZiifE? fettA->7 x-5— b - IB) -loxP-SE¥ 
■»*S:>y±;UA>e>"&.S^--ry h £^tf£fl&;cTT-V -7 jl/^ ( r AxYCMLLZj . x 
fcli r AxYCMLlucj ) N rAxCAYp53j N i5iV r AxYp53RECrej JfflM, p53{£# 
©LacZ£S©JW$iJ*tfc§*Lfco S?B£Saos2£7 x^fc t)4 x lO^Mf @ Lfc 
6ft7U— Mc#U r AxCAYp53j r AxYp53RECrej £*KI3©M0lT-!$$:£ 

tzo ^OIB, r AxYCMLLZj , Sfctt rAxYCMLlucj v®%k£-£tz 0 ^©5B&(c 

* ##£17' ^^'y/7Al;J;^l/y7x7 — fe?St£ * L fc„ ^3& «t tMfc 

313 



No ffljjg AxYCMLLZ AxCAYp53 AxYp53RECre 







(MOD 


(MOD 


(MOD 


(ratio) 


1 


Saos2 


10 


0 


0 


1 


2 




10 


0 


100 


1.47 


3 


Saos2 


10 


10 


0 


1 


4 




10 


10 


100 


0.09 
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14 



no mm 


AxYCMLluc 


AxCAYp53 


AxYp53RECre 


Jl/y7x7— £ 




(MOD 


(MOD 


(MOD 


(ratio) 


l Saos2 


3 


0 


0 


1 


2 


3 


0 


100 


0.94 


3 :Saos2 . 


3 


10 


0 


1 


4 


3 


10 


100 


0.12 



2)tMmiz s ZCDMm^Wi-Vt tfctt r AxYp53RECrej tJ;5^M$iJliB 
£,ti&l>#, p53£fgga£-frfc^£l;£ rAxY P 53RECrej t.3j;£?i:f &?g31irpf£ij# 

4) psmwoiftmmm •, Mi?y " 

CMV7* d t - ^ — loxP-LacZiUS^ - loxP-fe^.H^ y.^t;^6%5i-'; 
aty^^T^-V -i7-f &£I>'£-Jfp53+ (Hs68, IMR90( t h§tiEi3*«S;ATC 

C-fe;i/^>f > • T> K • ;W -7"U K-vX,^8)!fi,1994,100M,7'^.U*> • ^-f7 
•*;i/f + -oi/i?i/a>)) £tz\£-MV& (Saos2, J82( t MBB3fe«ES*;'ATCC 
■fe;i/7-f > • T> K • 7'J K-vX,!f$8Ji£ ) 1994,239M,7V 'J * > • $ 4 ~7 
•*^ + -o|/^i/3») ^ffl^t, p53L J:SLacZ^JI©lW$-iJS^WUfeo 
BuBt^acDp53+Sfe{±-iBBfla&'i7x;HfcD4 x lO'Mfffl LfcSy^T*!/- h {z 
r AxYp53RECrej £M©M0lT-!^£ -££o ^ffligB, r^yCMLLZj £f£ 
Sfe£tffco -?05B^t:^SfeaBJ!a©ffl}fliaifS*iSISL, 3-USfc|l|$fc:/?#7£ h 
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15 



No ffljft 


AxYCMLLZ 


AxYp53RECre 






(MOD 


(MOD 


(ratio) 


1 Saos2 (p53-) 


3 


0 


1 


2 


3 


100 


1.31 


3 J82 (p53-) 


3 . 


0 


.1 


4 


3 


100 . 


: 0;59 


5 Hs68 (p53+) 


3 


0 


1 


6 


3 


100 


0.091 


7 IMR90 (p53+) 


3 


0 


.1 


8 


3 


100 


0.006 



p53^Mflg-tfc^Saos2 N J82Tti r AxYp53RECrej £ X Zft&mUZ&t A/iT 
%t>tl&^t)K p53IESiHBliaT-feSHs68, IMR90Tii, r AxYp53RECrej 

5) S'M^Jt iSp53fe#©fgilW]fiy©ti^ 

B?Bt3U20STO (p53+) S»x;i/ifct)6 x 10»JSffibfc6^7-l/- h tWU 
r AxYp53RECrej £*IIB©M0I-C-lS&£-8\ %(D&&Mit&yi (7^;v^y> 
D , Jgg?K3rV i^vF, ;3^'V-Jb;l^Jlt)y^7t, * 

i!) zmmmmmtoLtzo ^©ia, {b£«!$#*u taxcayllzj zmmcow 

9 bv£---t?7§t££ifj£L£o msiz r AxYp53RECrej !8&£-frfci»^©f£ti£# 
"To 
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No fflf& AxCAYLLZ pAxYp53RECre s&tHJfc'&fe 0 # 5 £ h ->^— iz?£& 





(MOD 


(MOD 




(%) 


1 U20S 


10 


0 




100 


2 


10 


30 




17 


3 


10 


0 


lOng/ml 7^fy7-fy>D 


100 


4 


10 


30 


lOng/ml ;7^y>D 


2.4 


5 


. 10 


0 


lOOng/ml K*y;Hfv>. 


100 


6 


10 


30 


lOOng/ml H*y;ut*y> 


0.5' 


7 


10 


0 


lOOOng/ml xhsRi/H 


100 


8 


10- 


30 


lOOOng/ml Ih^yH 


0.6 


9. U20S 


10 


0 


&L 


100 


10 . 


10 


10 




68 


11 


10 


0 


50ng/ml V 


- 100 


12 


10 


10 


50ng/ml yn^y- ;u 


31 . 



p53jE^ilffl!lgTtt/M©f&]£#J£«fc»3 r AxYp53RECrej aSS^SJSbSltf 

6) p53*JI«(i^Jli$&«?E 
tuHtp53^3IijiJ3§T-fc3Saos2 N ££l>p53&MlgT&3U20S£Jf ff U ;a 

-;b£P$ifeU r AxYp53RECrej £tIIS©MOlT-!S^£ -£fco £5>J;^©1£B. 
TAxCAYLTKj £*gfB©MOlTi&&£-frfco ^©3B^^^«a^2000»/^ ^ 

oi/j-tt) fc^j&QLfco *©7B&£, CellTiter 96 AQueous Non-Radioactive 
Cell Proliferation Assay (7D*#tt, (CT£«g&£$j£ L£ 0 H4 

f"AxY P 53RECrej ©$*&#«©#> v£ p h:;i/$gfe-5-x.;&EgS£>s-f «, 
0<t© r %£*fflMti £:Hu #>S/*n t^#^jnB#©«2&£100h bfet: #© 

p53%M8aT$)?.U20STi± r AxYp53RECrej ©Ilia W>y^Dt>if 
te* J {£T"fa#* p53^»HSBaT"fe5Saos2-e(i^©J;-5^?i)m{i^U 0 1"&fc>*K 
l"AxYp53RECrej £: TAxCAYLTKj D K;u©j|i&£-&(l <fc >X p53^I^Bg 
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iiMmm^tmmin^-mmiz^t^m^^mm^2^(Dmm&n (fit, m 

t <i jg ©Mfc^f * $88 £ "& ^. Z t ifi PTtfe fc -3 „ 

'T?MB : ?9b1%<Dffi&%1j Balnain&Oi'^xA (Balmaine> N WO97/12970 
) © «t -5 £ IS JI*M ^ ^^©^ Sill-; (i *f T S < , ©fefc&ffi * II 

fltyftt&S'^A r^^f -j/^OFFvT^Aj £fflt^TO&;t#k ±!B©fcf|l£© T 7x 
-f y^ONv^Aj ({£Ji§6. 1997, S83IDI HI **fs?ft*3fe£Rgt5 g£ % p4 
9) ©ct^tc, fflusro^-ciDi^ti^ Sitt ^IEm«IBS^©«tt i: 

L T ft H o £ ;fe lc ffiftjfcg -fir oCctf nj m T* £> 5 » 
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5JTt?iF<5Ers»«i^»**=i— K-rsise^fc (2) ^mm^aMcDMG^ 

3. (i) ^oefs^c^SK'ftitsrD^-^-t^rD^-^-j 

IETt:#S-r*fflSlx.^*n-K-rsifife^J: (2) SSSiRjfifc&M©*^ 

I - 5 . 1 M©-< ^ £ _ D 

4 . im<DM&+b\ mmmmcD 2 -D<D®mmizmznx 1 pot 1 

5 . ffig©jt fe^ ££Ef * 7-D Hi© 2 0©^flt)i25-.J{C 

7 . #> W; ; i| ; iif5? #p53itfc^ r-fe 5 , gf ?J<JI 6 §3m©^*- 0 

8 . lfl^x.gf.^^CreT$) D , M^^S|:^©^fl<Jie5iJ#loxT& -5, fjf#ia 1 IB 
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1 2 . mxm i ~ 1 1 (Di^fhtiHzmm®^? $ -(D^ttifrftmxztitz'is 
i 3. m&m i ~ i i©^Tn^ti3ie©^^^-$-of h p-c?g±«i^ 



WO 99/09191 



PCT/JP98/02993 



1/4 



Bgm 



Nhel 



pRL-SV40 



pRLSVb 




Xhol 

Asp7l8 Xholl 

Asd7 181 53REF 



BglE 



_ 53RER 

»inv Sal psphi y 
pRLSVb-p53REl — 



1 



Xhof Asp7l8 



Nhel 
Sail 



Nhel 



Xhol 




BglDv 



Sall/Sph] 



pRLSVb-p53RE2 



iindlll 



Nhel 



Xhol Asp7 1 8 



Nhel 




RoiTL Sal^Sphl _ , 



pRLSVb-p53RE4 S 

Xhol 



mi 



Asp718 



Nhel 
Sail 



Nhel 



Xhol 




pRLSVb-p53RE8" 



BglDv 

Xhol 



SaU/SphJ 

Hindlll 




Nhel 



Asp718 
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H2 
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pCMVp 
|PCR 

T 

Sea! 



pCMVp 
^PCR 

AscI c T 
SacI 




AscI 



FscI 



pBS-CMV 



Asp7I 



AscI 




Asp718 

SacIl"Sse8387I 

pBS-pA3 

Issc8387I 



r 



L2R 



Not] 



Spel AfJ,ScaI 
I— Sacl 



Notl 

Fscl Smal . 




Asp718 \**\ 

Sal1 Ssc8387I 



pBS-CMVL pBS-LpA3 



S , caJ EcoRjlOX lOXSpelJ^F/Scal 
AsdFsel Small Sail 'sse8387I 

Noa 



pBS-CLLA 

■Smal 
|Not^ 



pCMVp 



Seal 



Asp71 




toJSpcIjjM'JrScal 



AscI 



Sail Sse8387I 

Noa 



pLoxLZ 



pCITE-2(a) 
^PCR 

IRES 

Ncol 

pBS-IRES 



Spcl , 
Ncol 



pCI-neo 

^PCR 



Bam HI 



BspHI Sse8387I 

pBS-Neo 




Ssc83871 

pBS-IRNeo 



Asp71 



AscI 




SC8387I 



pLoxLZIRNeo 
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H4 




GCV (mM) GCV (mM) 

— a — ■$> -m&sk 

— o— AxCAYLTK (MOI 0.3) 

— ■♦— AxCAYLTK (MOI 0.3) + AxYp53RECre (MOI 300) 
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mm 

( i ) mmA&%xi±%fo : ^jc^ir-" -f i-^ *> om%t% 

( 2 ) ^©^fa . Jg^ffl^^ ^- 

{ o \ Tffl ^ -Ei . -no n n c r> o T 

\ ^ y XEL>=tTlT U . 1^ O C W W 1 V> .1 

( 4 ) : 

(5) tUfiSP : 

( 6 ) m%$i® bttu^tz mm & u£ us Maiii!©* : 

B*!l ¥J5g9 ^irFJM 2 2 3 6 5 H 
( 7 ) Ei : i 9 9 7 *f 8 n 2 0 El 
(8) IdJ'iJ©^ : 2 8 

E*U« : 1 

iE?iJ©S£ : 28 

■E5«©s : mm ■ 
mm 

GATCTCTCGA GCCCGGGGGT ACCGCATG 28 

K5>j« : 2 ■ 

lE?'J©fi^ : 20 

mtmm ■. mm 

mcntk : 

iE5y©^t» : flbO^B? -a^DNA 
1B£'J 
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CGGTACCCCC GGGCTCGAGA 
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20 



mm^ : 3 



acyj^Ke : 66 



l : 1*SI 
r*Dx-: 

TCGAGGGACT TGCCTGGACT TGCCTGTCGA CG 32 

1B?'J#^ : 4 
H?>J©:1£ : 32 

jb^j©^ : mm. 

mmi : 

i2^j©M : mmm ^dna 

GTACCGTCGA CAGGCAAGTC CAGGGAAGTC CC 32 

1S?U« : 5 
ra<D .I£ : 46 

ie^j©^ : mm. 

W.O.M : l^Siil 
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TCCCTCGAGA CGCGTGTTTA AACCAATGCC CTGGCTCACA AATACC 46 

qcT TTrf jn. en o 

iE^'j'-DJl.? : 45 
IB^'J©^ : ®M 

!-*'Dy- : iiSM; 
W,m(DftWL : fiKD&m. -nfiSDNA 
IE?*! 

TCCGTCGACT GGCCAGCTAG CGGCATATGT TGCCAAACTC TAAAC 45 

E*WJ : 7 
ffi5U©fi<* : 39 
iE5U©SI : « 
1*11 

TCCCTCGAGA CGCGTAAGCT TTATTGCGGT AGTTTATCA 39 

IEi?iJ#^ : 8 
iE?y©l£ : 39 

si^j©^ : mm 
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mmcDftW. : ffe©J£I£ n"fi£DNA 

TCCGAGCTCC GGCCGAGTAC TCTAGCCTTA AGAGCTGTA 39 

: 9 
Em<D^ : 36 
IB^iJ©'^ : i&M 
mcoWi. : 1*11 
h-tfuit— : 

mm 

TCCGAGCTCC ACGTGCTGTG CCTTCTAGTT GCCAGC 36 

io 

iE*'iJcDjl£ : 46 
1E?'J©^ : *m 

h^Dix- : mm 
mmftWL : m<Dmm ^dna 

TCCAGATCTG TTTAAACGGC GCGCCAAAGC CCCAAAAACA GGAAGA 46 

ffi»*5 : 11 
&V)CD-&£ : 68 
l^'J©^ : m& 
mow. : 1*11 
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1^'J©^ : IfoO&Wt £rfigDNA 

iu/mttu^iib uuvA,ui,bM,L AiUU,WlAWi AUAAUUUUAA UUTU'I'UUAAT TTACTGACCG 60 

TACACCAA ™ 



iC^JS^t : 12 
ffi^l©-Jt£ : 33 

m<DWi : l*i! 

TCCGAGCTCC TAATCGCCAT CTTCCAGCAG GCG 



33 



: .13 
ii?ij©:t£ : 37 
iB^J©^ : &g 
: 1*11 

: mcomm £$dna 

IB?|J 

agcttctaga cagccagact gccttccggg tcactgc 



%mm% ■. 14 

l^'ij©^^ : 27 
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GTTCTAGACC CCATGTAATA AAAGGTG 

: 15 

Bii^j©!;? : 55 

lE^jcDS : mm 

••sai • ■ . ■ . 

TCAGGTACCG GCGCGCCAGT ACTGGCCGGC CCGTTACATA ACTTACGGTA AATGG 

E8I#5 : .16 

• I2?iJ©ft£ : 33 

.8©& : - 

TCCGAATTCG TACAATTCCG CAGCTTTTAG AGC 



ffiJA|#5 : 17 
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iEJUOS* : 41 

iE?ij©gy : mm 
mm 

TTGCCGCGGC CTGCAGGCAG AGATGATAAG ATACATTGAT G 

: 18 

lE3*J©-jS£ : 47 
Effl(Dm : M 

'«©« : 1*11 

ffi*U©1$a : • ffe©M -afifeDNA 

TCCGAGCTCA GTACTGGCGC GCCAAAAAAC CTCCCACACC TCCCCCT 

: 19 
IB?'J©S£ : 47 

iB?ij©§y : 

§3©gfc : 1*11 

AATTCATAAC TTCGTATAGC ATACATTATA CGAAGTTATC CCGGGGC 
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mvm^ ■. 20 

: 47 

mmvm ■. mm 

-r«* Alii- 4 1 ■ 

i- tf" d -J— : utf$£it 
GGCCGCCCCG GGATAACTTC GTATAATGTA 
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TGCTATACGA AGTTATG 



SL W^ : 21 
IB?!j©:S£ : 58 
iE?iJ©S : M 
llom : 1*11 

GGCCGCGTCG ACATAACTTC GTATAGCATA CATTATACGA AGTTATACTA GTCCTGCA 58 

mm^ : 22 

IE3*J©:1£ : 50 
i^<j©gy : fflg 

SI©* : l^gj 

u?ij©ir$ : immm ^skdna 

GGACTAGTAT AACTTCGTAT AATGTATGCT ATACGAAGTT ATGTCGACGC 50 
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IE«-i§ : 23 
IB?'J©ft$ : 35 
i£yy®5? : kt IS 
: I*M 

h^'Di;-: him* 

TCCACTAGTT CATGATTGAA CAAGATGGAT TGCAC 

IBW^ : 24 
IB?U0g£ : 48 
E^JOS : tiffli 
mcDWL : 1**1 

lE^'J©^: £f&DNA 
1B?'J 

TTCCGAATTC CCTGCAGGGG ATCCTCAGAA GAACTCGTCA AGAAGGCG 

IBW^ : 25 
IB^'JOM^ : 33 

ia^'j©^ : mm 

h*'Dv-: ilgp|* 
IB?'J©1$0 : ffiCMIg £$DNA 
E5»J 
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TCCACTAGTG TTATTTTCCA CCATATTGCC GTC 
BM&^ : 26 

TCAGGATCCC CATGGCCATG GTATTATCAT CGT 

m$m^ : 27 
Effl<D&£-: 39 

mwm : mm 

m : l#gi 

TGAGCCCGGG CCGCCACCAT GGCTTCGTAC CCCTGCCAT 

EyiJS^ : 28 
ii!?'J©S£ : 39 

ie^j©^ : mm 
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TCCTACTAGT GCGGCCGCTC AGTTAGCCTC CCCCATCTC 
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